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Abstract
Many hypotheses are prevalent in the literature predicting why some plant species can become invasive. However, in some
respects, we lack a standard approach to compare the breadth of various studies and differentiate between alternative
explanations. Furthermore, most of these hypotheses rely on ‘changes in density’ of an introduced species to infer
invasiveness. Here, we propose a simple method to screen invasive plant species for potential differences in density effects
between novel regions. Studies of plant competition using density series are a fundamental tool applied to virtually every
aspect of plant population ecology to better understand evolution. Hence, we use a simple density series with substitution
contrasting the performance of Centaurea solstitialis in monoculture (from one region) to mixtures (seeds from two regions).
All else being equal, if there is no difference between the introduced species in the two novel regions compared, Argentina
and California, then there should be no competitive differences between intra and inter-regional competition series. Using a
replicated regression design, seeds of each species were sown in the greenhouse at 5 densities in monoculture and mixed
and grown till onset of flowering. Centaurea seeds from California had higher germination while seedlings had significantly
greater survival than Argentina. There was no evidence for density dependence in any measure for the California region but
negative density dependence was detected in the germination of seeds from Argentina. The relative differences in
competition also differed between regions with no evidence of differential competitive effects of seeds from Argentina in
mixture versus monoculture while seeds from California expressed a relative cost in germination and relative growth rate in
mixtures with Argentina. In the former instance, lack of difference does not mean ‘no ecological differences’ but does
suggest that local adaptation in competitive abilities has not occurred. Importantly, this method successfully detected
differences in the response of an invasive species to changes in density between novel regions which suggests that it is a
useful preliminary means to explore invasiveness.
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Introduction
Understanding the success of invasive plants is not necessarily
simple [1,2]. Invasion is primarily a biogeographical issue as it
involves the movement (either intentionally or accidentally) of a
species from one region to another [3,4]. The application of this
filter as a means to infer differences is powerful, and there are a
variety of broad applications such as (i) population-level experi-
ments, i.e. comparison of success in home versus away regions
[5,6], assessment of variation in dominance in novel ranges [7], or
gradient studies [8,9] and (ii) individual-based tests such as
evidence for differences in plasticity [10], genetics [11,12], fitness
[13], or ecotypic differentiation in morphology such as size
[14,15]. Equally fundamental to the biogeographical approach to
studying invasions is the use of density following movement to a
region to infer invasiveness. Relative changes in the population
density of an introduced species (i.e. increases) in a novel region is
arguably the primary, yet informal means, to infer that a plant
species is invasive. Yet, the importance of density as a regulating
process within each novel range wherein an introduced species is
increasing in density is not tested. Hence, differential responses to
density could be an important first step in the identification of
invasiveness or in determining traits associated with spread. Here,
we propose a simple experimental method using the biogeograph-
ical filter as a first approximation to test whether there is evidence
for differences in an invasive species in any response characters in
competition when introduced to more than one novel region.
Competition in plants is a fundamental concept tested and used
extensively as a tool to understand population dynamics, patterns
of diversity, and community composition with literally over 6000
papers published within the last 10 years on the topic (Web of
Science V.4.3, query ‘plant competition’). As such, it is reasonable
to propose that at some level use of simple competition
experiments can also potentially elucidate mechanisms associated
with an introduced species becoming invasive. Certainly, the
success of plant species when introduced is not necessarily
attributable solely to changes in competitive effects or responses,
but we propose that, regardless of the reason for the success of
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invasive plant species from different regions (i.e. intra-specific but
inter-regional) can test whether there is evidence for differences in
competitiveness associated with density when introduced (provided
seeds are collected widely from each region and sample more than
one region). If the reason for success is not related to density when
introduced, then there is no reason to expect that competition
between individuals from the same region should differ from
competition between individuals from different regions under
controlled conditions. In summary, we predict that competition
between individuals of invasive plant species from different novel
regions is a useful first step in screening invasive plant species. We
use a highly successfully invader, Centaurea solstitalis or yellow
starthistle, to test the prediction that differentiation (either due to
sampling effects or local adaptation) leads to relative differences in
competition within and between novel regions using standard pot-
based competition experiments in the greenhouse.
Methods
Study species
Centaurea solstitalis is a highly invasive weed from Eurasia [16]. It
is a prolific seed producer with up to 1000 s of seeds produced per
plant [17], 125–250 millions seeds per hectare reported in an
invaded region [18], produces two types of seeds – pappus and
non-pappus each possessing unique dormancy attributes [19,20] -
all making it a perfect candidate to explore the importance of
density and competition. In California, it is reported in 56 of 58
counties [21], and in Argentina, it is also highly invasive and
widespread [6].
Experimental Design
Seeds of C. solstitalis were collected widely from seed heads in
2005 from 10 populations in each of the two introduced regions,
California and Argentina [4], sorted into pappus and non-pappus,
and thoroughly mixed within region by each seed type. General
differences between regions in seed ecology and the importance of
competitive effects intra and inter-regionally were compared using
density series in a greenhouse at York University, Canada. These
two levels of contrast were tested by sowing seeds in 15 cm
diameter pots with standard potting mix in the following density
series: 1, 2, 5, 10, and 20 seeds per pot using seeds from only one
region and both regions mixed at a 50:50 ratio (modified
replacement series, i.e. proportion varied, 100% or 50%, with
density held constant but more than one density tested, [22,23]).
Ten replicates per density per region per seed type were tested
(pappus and non-pappus seeds were tested independently). A
standardized grid-based planting was used to ensure identity of
each seed and subsequent seedling, and initial application of water
was done carefully to ensure that seeds did not move prior to
germination. Germination, relative growth rate (rgr) of individuals
(total number of leaves recorded weekly from emergence date for
each individual and biomass at the end of the growing season by
total number of days since emergence), and survival were recorded
for the span of the experiment (4 months total, ended when the
first individuals flowered in the greenhouse September 15
th 2007).
Water (added to saturation every 2–3 days), nutrients (20:20:20
NPK added at onset), and light were not limiting in this
experiment. All plants were harvested, dried for 48 h at 60uC,
and weighed.
Statistics
The replicated regression design used here (10 reps per density
per region per seed type) permits two set of analyses to test for
general differences between regions [23,24]. Firstly, broad-scale
patterns were identified using generalised linear models [25], and
factors identified as significant (alpha set at p,0.01 to control for
table-wide errors [26]) were further tested for density dependence
via simple regressions of the mean summary data per level.
Additional analysis is necessary since a direct relationship between
density and a response variable does not necessarily imply that
there is density dependence, i.e. more seeds should equal more
plants. Only when there is a disproportionate (i.e. curvilinear)
increase or decrease in the response with density do we infer
density dependent regulation. Non-linearity for population level
measures such as proportionate germination or survival thus
indicates density dependence (with an increase of r
2 of at least
10%), and for individual plant measures such as rgr, a slope
significantly different from 0 indicates density effects [27,28].
Secondly, to test for differences in the mean competitive effects of
individuals [29] from the same region versus individuals mixed
with different regions, the ‘relative interaction index’ or Rii was
calculated for each of the response measures recorded [30]. This
index is a direct measure of effect size and is calculated as
following:
Rii~ C{T ðÞ = CzT ðÞ
Controls are designated as performance in monocultures (i.e.
seeds from same region) and treatments as the individuals grown in
mixture with seeds from the second region at every density. The
metric ranges from +1t o21 with negative values indicating
competition and positive indicates facilitation, and two-tailed t-
tests are used to test for differences from 0 (i.e. no relative
difference in the effect of neighbours in mix to mono, alpha also
set at 0.01). The net differences in actual density between mixture
and monocultures was also tested directly as a predictor of effect
size (i.e. 10 seeds sown but 5 germinate in monoculture and 8 in
Table 1. A summary of the generalised linear models used to
test the importance of density, region, and density by region
on the four responses measured in this greenhouse
experiment of C. solstitialis.
Measure Factor DF Chi-square Prob.Chi-square
Germination Density 3,78 6.55 0.01
Region 1,78 16.77 0.0001
Density6Region 3,78 12.77 0.0004
RGR leaves Density 3,196 2.98 0.08
Region 1,196 1.1 0.3
Density6Region 3,196 4.11 0.04
RGR mass Density 3,152 3.73 0.05
Region 1,152 2.37 0.12
Density6Region 3,152 5.55 0.018
Survival Density 3,78 70.75 0.0001
Region 1,78 4.97 0.0001
Density6Region 3,78 4.49 0.03
Seeds collected from two invaded regions were tested (California and
Argentina), densities included 1, 2, 5, 10, and 20 seeds per pot, and details for
the responses are reported in the text. Proportionate germination and survival
were tested with logistic models and relative growth rates (rgr) with linear
models. Bold denotes significant effects.
doi:10.1371/journal.pone.0004823.t001
Invasive Plant Competition
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density changes the competitive environment experienced by
individuals therein).
Results
Density dependence and broad-scale patterns of seeds
from the two invaded regions
In monocultures, seeds from California expressed significantly
greater germination relative to Argentina under these controlled
conditions (Table 1, CA: 65%+/23%, AR: 41%+/24%). Survival
to final census alsosignificantly differed between regions in favour of
California (Table 1, CA: 70%+/23%, AR: 60%+/24%). There
were no differences in any measure by seed type (pappus/non-
pappus, all GLMs p.0.05) nor an effect of census on any measure,
i.e. timing of germination did not differ (GLMs p.0.05).
Germination and survival of C. solstitialis significantly responded
to changing seed densities (Table 1). Negative density dependence
was detected in the germination of seeds from Argentina (Table 1,
significant density6region effect, Fig. 1, best fit curvilinear
r
2=0.97 on summarized data) while survival of plants responded
positively at first to increasing seed densities but then began to
decrease – particularly for the California populations (Fig. 1, best
fit curvilinear r
2=0.77 on summarized data).
Intra versus inter-regional differences in competi-
tion. There was no evidence for differential competitive effects
of C. solstitialis collected from Argentina when grown in mixtures
with seeds from California (Table 2, Fig. 2). However, seeds from
California had significantly greater germination when grown in
monocultures than with seeds from Argentina, and also expressed
a relatively higher rate of rgr leaves in the absence of intra-regional
competition (Table 2, Fig. 2). In the former instance, the difference
in the density of germinated seedlings between treatments
positively predicted the strength of the relative interaction
indices for the germinants from California (Fig. 3).
Figure 1. The importance of density on measures of the
invasive weed C. solstitialis. See text for generalized linear model
statistics. Data is summarized by plotting the mean response per seed
densities tested (1, 2, 5, 10, & 20).
doi:10.1371/journal.pone.0004823.g001
Table 2. Tests of the relative interaction index (Rii)
contrasting performance in mixtures to that in monocultures.
Region Measure DF t p sign
AR Germination 96 20.21 0.83 0
RGR leaves 96 2.27 0.03 0
RGR mass 57 1.45 0.15 0
Survival 96 20.7 0.5 0
CA Germination 100 2.75 0.007 +
RGR leaves 100 3.24 0.001 +
RGR mass 58 0.8 0.42 0
Survival 100 0.42 0.68 0
Mixtures refers to the performance of individuals of C. solstitialis in competition
with seeds sown from two regions, Argentina (AR) and California (CA), at 2, 10,
and 20 seeds per pot or in monocultures, i.e. seeds from only one invaded
region. Two-tailed t-tests were used to determine whether the mean Rii values
were significantly different from 0 (at p,0.01).
doi:10.1371/journal.pone.0004823.t002
Invasive Plant Competition
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Hypotheses explaining the relative success of invasive species
span the entire spectrum of population and community ecology
including evolutionary arguments such as local adaptation, i.e.
evolution of increased competitive ability, EICA [31,32] to more
stochastically driven processes such as disturbance [33,34] or pure
sampling effects such as propagule pressure [35]. Nonetheless,
these hypotheses need not be mutually exclusive, but it would be
useful to be able to sort invasive species with simple, standardized
experimentation into at least the most broad set of potentially
applicable hypotheses [2], i.e. is there evidence for differences in
the competitiveness of the species or is opportunity/and or the
local environment likely causal. Here, we successfully tested
whether competition between individuals of an invasive species
from different regions is sensitive to mixed versus monocultures by
region.
Centaurae solstitialis from one the two invaded regions, Argentina,
did not differ in performance in the intra versus inter-regional
comparisons which cursorily suggests that competitive ability has
not changed in this region. Hence, hypotheses related to stochastic
processes such as disturbance might be more powerful explanatory
avenues of research, and evidence to date indicates this is likely the
case [6]. However, C. solstitialis from California performed
relatively better in monocultures for some key responses which
suggests that either local adaptation has occurred or founder
effects sampled individuals, and now populations (10 sampled
throughout region), with divergent competitive abilities (i.e.
increased germination and leaf growth rates in California comes
at a cost when in competition with plants from Argentina which
continue to adopt a more conservative strategy). This is not to say
that disturbance is necessarily unimportant in California [6], but
that it is clear that individuals of C. solstitialis differ in this region in
the expression of traits in the context of plant competition.
Interestingly, greater differences in the actual densities of seedlings
recorded in the paired monoculture versus mixture pots positively
predicted the effect size estimates for germination in California.
These relative increases suggest that germination in the field is
likely not regulated at all by potential increases in the density of
other C. solstitialis in California within the local neighbourhood (i.e.
within a 15 cm range). Admittedly this is a simplistic first
approximation to understanding the dynamics of invasive plant
species and the myriad of causal factors, but it did clearly
demonstrate that differentiation within an invasive species is
detectable using competition experiments.
Conceptually, this experimental approach is highly novel as
competition between invasive and native species has been tested
[36–38] but not within the invasive species directly [39].
Importantly, even if no difference is detected, this experimental
design (i.e. cage matching an invasive species) has biological
relevance in that it points towards explanations that focus more on
disturbance or environmental drivers such as climate matching
[40] rather than explanations that necessarily invoke change such
as EICA or enemy release [41]. The outcome of the test does not
thus determine the usefulness of the experiment, and these
approaches are of course the best types of studies – even if
preliminary. Furthermore, it challenges a dogma which seems to
be common in the general perception of invasives in that if an
introduced species is numerically dominant, i.e. increases in
density, it must also always be a good competitor and free from
regulation [35]. If the relative abundances of the invasive in
different regions or locally are documented, this design can also be
used more finely to assess whether there is evidence for differential
competitive effects as related to dominance or density (sensu
Goldberg 1996).
Figure 2. The relative effect of growth in competition with C.
solstitialis plants from another invaded region (California and
Argentina) to performance in monocultures, i.e. seeds from the
same region. The mean relative interaction indices are plotted (Rii)+/
21 s.e. and were calculated for each paired density (2, 10, & 20 seeds
per pot).
doi:10.1371/journal.pone.0004823.g002
Figure 3. Regression of the relative differences in density of
germinants of C. solstitialis from California when planted with
only seeds from the same region or mixed with C. solstitialis
seeds from Argentina and the relative interaction indices for
germinants from this region. Control (C) refers to individuals grown
in monoculture (California only) and the paired treatment (T) to the
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experiments with biogeography is that the relative importance of
density dependence can be inferred, seed biology described, and
broad differences in the relative importance of life-stage screened.
In this particular invasive species, the evidence concurs with field
studies describing the importance of life-history traits and the seed
biology of C. solstitialis in California in that a large proportion of
seeds can germinate and frequently do so very quickly [18]. While
not measured directly here, it is likely that C. solstitialis can express
the phenomenon described as adaptive acceleration in competitive
contexts [42]. In this study, increased germination by seeds from
California was detected, and acceleration was potentially
expressed via an increased relative growth rate similar to field
studies [13]. Biogeographically, the differences in density depen-
dence between Argentina, negative effects on germination, and
California, higher germination and survival and even positive
effects of initial increases in density, clearly suggest that in
Argentina prolific seed production and subsequent seed and
seedling densities do not benefit this species in an intra-specific
competitive context here while in California it does not come at a
cost. This strongly suggests that C. solstitialis in California is either
able to capitalize on opportunity via high seed densities or is
positively influenced by increasing local abundances of its seed.
Few studies of density dependence fail to detect negative effects on
germination [27,28], and this is thus a unique finding suggestive of
an important trait related to invasiveness. Hence, experimentally
pairing an invasive plant species from different regions not only
facilitated the detection of evidence for potential differentiation by
region but provided a clear signal of the relative importance of
seed and seedling densities within each invaded region.
Author Contributions
Conceived and designed the experiments: CJL JH. Performed the
experiments: MM AZ. Analyzed the data: CJL. Wrote the paper: CJL.
References
1. Sax DF, Brown JH (2000) The paradox of invasion. Global Ecology and
Biogeography 9: 363–371.
2. Rejmanek M (2000) Invasive plants: approaches and predictions. Austral
Ecology 25: 497–506.
3. Hierro JL, Maron JL, Callaway RM (2005) A biogeographical approach to plant
invasions: the importance of studying exotics in their introduced and native
range. Journal of Ecology 93: 5–15.
4. Pauchard A, Cavieres L, Bustamante RO (2004) Comparing alien plant
invasions among regions with similar climates: where to from here? Diversity
and Distributions 10: 371–375.
5. Maron JL, Vila ` M, Arnason J (2004) Loss of natural enemy resistance among
introduced populations of St. John’s Wort, Hypericum perforatum. Ecology 85:
3243–3253.
6. Hierro JL, Villarreal D, Eren O, Graham JM, Callaway R, M (2006)
Disturbance facilitates invasion: the effects are stronger abroad than at home.
American Naturalist 168: 144–156.
7. Von Holle B (2005) Biotic resistance to invader establishment of a southern
Appalachian plant community is determined by environmental conditions.
Journal of Ecology 93: 16–26.
8. Lortie CJ, Cushman JH (2007) Effects of a directional abiotic gradient on plant
community dynamics and invasion in a coastal dune system. Journal of Ecology
95: 468–491.
9. MacDougall AS, Boucher J, Turkington R, Bradfield GE (2006) Patterns of
plant invasion along an environmental stress gradient. Journal of Vegetation
Science 17: 47–56.
10. Alpert P, Bone E, Holzapfel C (2000) Invasiveness, invasibility and the role of
environmental stress in the spread of non-native plants. Perspectives in Plant
Ecology, Evolution and Systematics 3: 52–66.
11. Figueroa ME, Castillo JM, Redondo S, Luque T, Castellanos EM, et al. (2003)
Facilitated invasion by hybridization of Sarcocornia species in a salt-marsh.
Journal of Ecology 91: 616–626.
12. Meirmans PG, Vlot EC, Den Nijs JCM, Menken SBJ (2003) Spatial ecological
and genetic structure of a mixed population of sexual diploid and apomictic
triploid dandelions. Journal of Evolutionary Biology 16: 343–352.
13. Gerlach JD, Rice KJ (2003) Testing life history correlates of invasiveness using
congeneric plant species. Ecological Applications 13.
14. Willis AJ, Memmott J, Forrester RI (2000) Is there evidence for the post-invasion
evolution of increased size among invasive plant species? Ecology Letters 3:
275–283.
15. Genton BJ, Kotanen PM, Cheptou PO, Adolphe C, Shykoff JA (2005) Enemy
release but no evolutionary loss of defence in a plant invasion: an inter-
continental reciprocal transplant experiment. Oecologia 146: 404–414.
16. Maddox DM, Mayfield A, Poritz NH (1985) Distribution of yellow starthistle
(Centaurea solstitialis) and Russin knapweed (Centaurea repens). Weed Science 33:
315–327.
17. Sheley RL, Larson LL (1994) Observation: comparative life-history of cheat-
grass and yellow starthistle. Journal of Range Management 47: 450–456.
18. Benefield CB, DiTomaso JM, Kyer GB, Tshohl A (2001) Reproductive biology
of yellow starthistle: maximizing later-season control. Weed Science 49: 83–90.
19. Joley DB, Maddox DM, Schoenig SE, Mackey BE (2003) Parameters affecting
germinability and seed bank dynamics in dimorphic achenes of Centaurea
solstitialis in California. Canadian Journal of Botany 81: 993–1007.
20. Joley DB, Maddox DM, Supkoff DM, Mayfield A (1992) Dynamics of Yellow
Starthistle (Centaurea solstitialis) achenes in field and laboratory. Weed Science
40: 190–194.
21. Pitcairn MJ, O’Connell RA, Gendron JM (1998) Yellow starthistle: survey of
statewide distribution. In: Agriculture CDoFa, ed. Biological control program
and annual summary. Sacramento.
22. Gibson DJ, Connolly J, Hartnett DC, Weidenhamers JD (1999) Designs for
greenhouse studies of interactions between plants. Journal of Ecology 87: 1–16.
23. Jolliffe PA (2000) The replacement series. Journal of Ecology 88: 371–385.
24. Cottingham KL, Lennon JT, Brown BL (2005) Knowing when to draw the line:
designing more informative ecological experiments. Frontiers in Ecology and the
Environment 3: 145–152.
25. Carrete M, Tella JL, Sanchez-Zapata JA, Moleon M, Gil-Sanchez JM (2008)
Current caveats and further directions in the analysis of density-dependent
population regulation. Oikos 117: 1115–1119.
26. Moran MD (2003) Arguments for rejecting the sequential Bonferroni in
ecological studies. Oikos 100: 403–405.
27. Goldberg DE, Turkington R, Olsvig-Whittaker L, Dyer AR (2001) Density
dependence in an annual plant community: variation among life history stages.
Ecological Monographs 71: 423–446.
28. Lortie CJ, Turkington R (2002) The effect of initial seed density on the structure
of a desert annual plant community. Journal of Ecology 90: 435–445.
29. Goldberg DE (1996) Competitive ability: definitions, contingency, and
correlated traits. Philosophical Transactions of the Royal Society of London B
351: 1377–1385.
30. Armas C, Ordiales R, Pugnaire F (2004) Measuring plant interactions: a new
comparative index. Ecology 85: 2682–2686.
31. Joshi J, Schmid B, Caldeira MC, Dimitrakopoulos PG, Good J, et al. (2001)
Local adaptation enhances performance of common plant species. Ecology
Letters 4: 536–544.
32. Blossey B, Notzold R (1995) Evolution if increased competitive ability in invasive
nonindiginenous plants: a hypothesis. Journal of Ecology 83: 887–889.
33. D’Antonio CM, Dudley TL, Mack M (1999) Disturbance and biological
invasions: Direct effects and feedbacks. In: Walker LR, ed. Ecosystems of
disturbed ground. 16 ed. New York: Elsevier. pp 413–452.
34. Mack MC, D’Antonio CM (1998) Impacts of biological invasions on disturbance
regimes. Trends in Ecology and Evolution 13: 68–75.
35. Stohlgren TJ, Barnett DT, Jarnevich CS, Flather CH, Kartesz JT (2008) The
myth of plant species saturation. Ecology Letters 11: 313–322.
36. Bakker JP, Wilson SD (2001) Competitive abilities of introduced and native
grasses. Plant Ecology 157: 117–125.
37. D’Antonio CM, Hughes RF, Vitousek PM (2001) Factors influencing dynamics
of two invasive C4 grasses in seasonally dry Hawaiian woodlands. Ecology 82:
89–104.
38. MacDougall AS, Turkington R (2004) Relative importance of suppression-based
and tolerance-based competition in an invaded oak savanna. Journal of Ecology
92: 422–434.
39. White EM, Wilson JC, Clarke AR (2006) Biotic indirect effects: a neglected
concept in invasion biology. Diversity and Distributions 12: 445–455.
40. Richardson DM, Thuiller W (2007) Home and away from home - objective
mapping of high-risk source areas for plant introductions. Diversity and
Distributions 13: 299–312.
41. Ewel JJ (1986) Invasibility: some lessons from South Florida. In: Drake JA, ed.
Ecology of biological invasions of North America and Hawaii. New York:
Springer-Verlag. pp 214–230.
42. Dyer AR, Fenech A, Rice KJ (2000) Accelerated seedling emergence in
interspecific competitive neighbourhoods. Ecology Letters 3: 523–529.
Invasive Plant Competition
PLoS ONE | www.plosone.org 5 March 2009 | Volume 4 | Issue 3 | e4823